. Summary of hands on time and total time for each of the four human DNA depletion methods, DNA extraction methods and ONT sequencing preparation, and their approximate cost per sample. Total time includes all incubation steps longer than 15 minutes. Following the times shown ONT sequencing was run for up to 48 hours. Initial results were typically available faster ( Figure 2 ). Costs are based on actual reagent prices paid during the study. ) , all other metrics were determined from guppy demultiplexed data. Table S3 . Potential predictors of successful sequencing for 10 urine samples. Figure S1 . N. gonorrhoeae spiking experiments. N. gonorrhoeae NAAT-negative urine was pooled and spiked with approximately 10 3 , 10 5 or 10 7 CFU/ml of reference strains WHO F, WHO V or WHO X. Each human DNA depletion method was tested in triplicate, at each spiked amount, with each DNA extraction method. A single, no-spike control was included per depletion method (160 extractions in total). Figure S2 . Performance of human DNA depletion methods and DNA extraction methods using qPCR. Row A shows the copies per ml of N. gonorrhoeae porA, row B shows the number of human b-actin copies per ml and row C shows the average proportion of porA to b-actin copies. Within each row, each of the 4 panels show different DNA extraction methods, and within each panel different human DNA depletion strategies are shown. Each point plotted is coloured by the target N. gonorrhoeae spike concentration, with each spike concentration tested in triplicate for each DNA extraction and human DNA depletion combination. Abbreviations for human depletion methods as follows: Diff. Centrifugation, differential centrifugation; MolYsis, MolYsis Basic5 kit; Saponin, saponin-based differential lysis; None, no human depletion. Data are not shown for the 10 3 CFU/ml WHO F spikes with no human DNA depletion, extracted with both ethanol precipitation and the MagMAX kit, due to a technical failure in the laboratory. Up to 8 copies of porA were seen in the negative samples extracted using the QIAamp kit, this probable low-level contamination is unlikely to have significantly impacted the spiked results for this kit. Figure S4 . Common bacterial species sequenced in limit of detection, in-depth spiking experiments. The x-axis shows the spiked reference strain and concentration in CFU/ml. The z-score is the number of standard deviations above the mean number of bases per taxon for the taxa shown on the y-axis. Spiked reference strain and target concentration, CFU/ml Figure S5 . N. gonorrhoeae reference genome coverage observed in a negative control sample. Reads mapped to less than 24% of the reference genome at a coverage depth of 1fold, and less than 14% at a coverage depth of ≥10-fold.
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